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REMARKS 

Applicants have amended the specification to incorporate the sequence identifiers where 
appropriate* Applicants submit thai do new prohibited matter has been introduced by this 
Preliminary Amendment. Attached hereto is a marked-np versi™ of the dianges made to the 
Kperificalioii by die current amendment. The attached page is captioned Version with marking 
to show changes madn . 

Excepi tor issue fees payable under 37 C.F.IL 1.18, the Commissioner ia hereby 
authorized by thia paper to charge any additional fees during the cnlbs pendency of tliis 
application including tbca due under 37 C.RR, U6 and 1.17 which may be required, in<*Jm1m£ 
any Ki\virt*\ extension of time fees, or credit any overpayment to Deposit Account 50-0310. 
This paragraph is intended tn he a Ctmstmctive Petition for Extension of Time in accordance 
with37C\F.K. U3&Xa)(3). 

Respectfully submitted, 
Morgan, Lewis & Bockhis T J ,P 

Dated; June <5, 2002 

Customer No. 009629 
Morgan, & Botlcius LLP 
1111 Pennsylvania Ave., N. W, 
Washington, D.C. 20004 
Tcl:202-73 l >3000 
*'ax:2U2-739 3001 
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VEESTON WITH MATMTNttS TO SHOW f!H MADE 

The paragraph at page 14, line 14 through page 15, line 11 has been amended as follows; 

In detail the present invention provides six f) submit peptides possessing a tyrosine . 
Ksklim wlui Ji cjiii he. jiWisjilnnylatfid by a cellular tymsiiie. kinase. Tlir. t-.y kijilawnii; 0ukih)ii 
sequences of each of the characterized £ subunits, with the corresponding phosphorylation site 
identified, arc: 



pi subunit: NH-D-T-G-E-N-P-I-Y(PO,>K-S-A-VT-T-V- V N P K Y(PO,) E-G K- 
CQQIIfSEOIDNO.n 

COOH fSEOlDN0.2> 

1*3 subunit: ^-]>T-A-N-N-P-L-Y(PO0-K-E-A'T-S-T-F-T-N-I-T-Y(POj)-R-G-T- 

COOH fSROmNO n 

|J5 subunit: NH-&-M-A-S-1M-PL Y(P0 3 ) K K P-l-S-l-H-T-V-i)-F-T-F-N-K-F-N-K'S- 
Y(POj)-N"G-T-V-D-COOH (SCOrDKQ.4\ 

subunit: NH-Q-T-G-T-N-P-L Y(P03J R-(5-S-T-S-T-l'-J$.-N-V-T-Y(POj)-K-II-R-E-K- 
Q-K-V-D-L-S-T-D-C-COOH (SEP TP NO or 

>m-Q-T^T.N-P-I^Y(POjVR-G-S-T.S.T-F-K-N^V-T^Y(P03)-K-H-R- 
COOH fSEOrDNO.6) 

P7 subunit: NH-D-R-R-E Y (PO^ S-R-r-H-K-E-V-0-Q-L-N-W-K-Q-r>S-N'P-L-Y{POi)- 
K-S-A-I-mOTT TT) NO 7\ 

The paragraph beginning at page 19, line IS, has been amended as follows: 
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Any integrin which contains a phosphoiylated tyrosine in the cytoplasmic domain of the 
fS suhiirrit can he used Tor identifying and isolating an fritegiiu cytoplasmic signaling pailueL 
Thcac particularly include the (Jl, (52, (J3, fft, (36, ($7 and fft subunitG, but other p subunits cone 
TOnlanplHlal. Thr.sc: pHXtiunlstrly exclude fl siilmnit* in which the plwispl undated tylosis is 
followed by an isoleucins or leucine in an HAM motif (YX30/L) (SEP ID NO, 8) . 

The paragraph beginning at page 42, line 15 through page 43, line 5, has been amended as 
follows: 

In light of our discovery, the following observations are relevant. Ihe NFL Y sequence 
encompassing residues 744-747 of GPIIIa is homologous to the NPXY motif winch, when 
phosphoiylated on tyrosine, is blown to bind proteins with the phosphotyrosiiiB-biuding (PTB) 
domain such as SHC, IRS-1> and possibly ppl40 kDa (Kavanaugh, W.M et al., Science (1994) 
266:1862-1565; Gustafson, T.A, etaU Mot CM Biol. (1995) 132500-2508), There also exists 
an mimuno receptor tyrosinc-bascd activation motif (HAM; YXXL1XXXXXXXXYXXLT) 
fSEOTDNO. 9^ found on snlmnifg nftJin T cell leoeptoi, B cell receptor, andFc receptor which 
are, when phosphorylated on both tyrosines, known to interact with signaling proteins (e.£. } 
ZAP-70 in T cells or syk inB cells) (Chan, A.C. otaL, OsU (1992)71:649 662; Hutahoroft, J.E, 
ct ff/. 9 J. BioL Chem. (1992) 267:8513-8619; Law, DA etcd» Cwr. Biol (1993) 3:645-657. It is 
noted that tltc sequence in tlie 03 siJmnit, although t;oulsuning (wo lyrosine residue^ lacks the 
hti residues found in all 1TAM domains. Therefore, the &3 cytoplasmic domain docs not appear 
rn contain an IT AM motif. However, (he cytoplasmic domain of the [$4 integral, which does not 
bear homology to the other integrin P subunits, does contain an 1TAM domain. Like oilier 
ITAMs, tins domain has recently bftftn shown to act in the recruitment of signaling molecules 
(Marniero, F. etal, EMBOJ. (1995) 14:4470-4481), Accordingly, experimental protocols wers 
developed to determine whether the tyrosine residues within the GPUla were also 
phosphorylated in response to stimuli which activate the GPEb-HIa integi in. 

The paragraph beginning at page 47, line 14, has been amended as Follows: 
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The discovery that tho cytoplasmic domain of GFflla is phosphorylated at tyrosine 
residues during platelet aggregation was the first step in demonstrating that thcphoaphorylatod 
cytoplasmic domain has functional activity in intRranting wifh signaling proLcnns. A 
phospaorylflted peptide corresponding residues 740-762 of GPIHa was synthesized and coupled 
to biotin at die main terminus: 

(Peptide 1) Biorin-D-T-A-N^ 

The paragraph beginning at page 47, line 23, has been amended as follows: 

A control peptide was synthesized with an identical sequence, but unphosphoryhtlgd: 

(Peptide 2) Biotin-D-T%VN-^^ 
(SROTHNO. 10V 

The paragraph beginning ar page 52, Une 3 ? has been amended as follows: 

Tho following peptides are used to demonstrate the binding of signaling partners to 
interring containing a phosphorylated pi subunit: 

(peptide 1) biotin-D-T^-E-N-P*^ 
COOH fSEOIDNO. n 

find tho unphosphoiylatod control peptide 

peptide?.): hi'min-D-T^-F^N-^^^^ 
(SEP ID NO. in. 

The paragraph beginning at page 54, line 23 through page 55, line 7, lias lw*n »iiu*m1m1 x* 
follows: 
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The following peptides are used to demonstrate the binding of signaling partus* to 
integrms containing a pbosphnrylaLed 35 subunit: 

(peptide 1) biotin-E-M-A-S-NP I^Y(PO>>R-K-P-I-S-T^^^^ 
Y(PQ3>N-G-T-V^COOH (S EP IP NO, 4) 

[A Jand the uiiphosphorylatcd control peptide: 

(peptioea) biotin-E-M-A-S-N-P-L-Y^^ 

Ci T V D COOH fSEOlDNO. \2\ 

The paragraph beginning at page 57, line S 7 has been amended as follows; 

The following peptides are used to (kxnonstrale the binding of signaling paitncrs to 
integrins containing aphosphotylated (36 subunit: 

(peptide 1): biotin-Q-T-G-T-N^P^^^ 

K-<?-K-V-D-L-S-T-I>C-COOH (SEP ID NO. 5^ 

and t[T]hc unphusphurylatfid control peptide: 

(peptide 2): biotui^T^TW 

I>L-S-T-D-C-COOH (SEP ID NO. 13V 

The paragraph beginning sit page 57, line 19, has been amended as folium: 

Alternatively, a phosphorylatcd peptide missing the 11 caiboxy tcnuinal amino acids, 
which may have an influeoc-.t3 nn signaling thiougli Una iutegnu, can be used. Hi is peptide is 
used to identify signaling proteins which do nol recognize Ihc entire cytoplasmic domain. 
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(peptide 3); bioti^Q-T-G-T-N-r-I^Y^ 
C.OQH flSEQ TP NO. ti\ 

The paragraph beginning at page 60, line 14, has been amended as follows: 

The following peptides are used to demonstrate the binding of sibling partners to 
integrins containing aphoaphorylated |i2 subimit: 

(peptide 1): biotin-D.L-R-E^Y(PO^^^^ 

[ A]»nd the imphosphoiylatcd control peptide; 

biotin-l>L-R-H-Y-K-K F B K E K L S Q W N NO N P L F K S A T 

cook ram m no. 14^ 

The paragraph beginning at page 67, line 9, has been amended as follows: 

The following peptides are used to identify signaling proteins associated with the jS7 
cytoplasmic tail in a phospho -dependent manner. Those peptides are used to precipitate proteins 
Jruin suitable cell lysaies (e.g., diffefentiated TH?-1 cells as described above), aud for cDNA. 
library screening. 

hiotinJ>*-R-E-Y(PO*)-S^^ 
Y(?Oj>K-S-A-I-COOH fSEOTDNO.7^ 

[A] and the nnphosphorylated control peptide: 

biotin-D-R-R-B-Y-&R-F^ 
COOH fSEOlDNO.lSV 
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